
Supplemental Figure 1

Supplemental Figure 1. Increased G-CSF induced mobilization is intrinsic to wa2/+ progenitor cells. (a) Schematic of the

experimental setup for competitive transplant experiments to determine whether increased mobilization is intrinsic to wa2/+

progenitor cells. (b) Percent of Ly5.2 positive (donor) CFCs post mobilization  in spleen. (c) Percent of Ly5.2 positive (donor) CFCs

post mobilization  in BM. (d) Relative increase in donor chimerism in Lin-c-Kit+ progenitors mobilized to peripheral blood relative to

total donor chimerism in peripheral blood prior to mobilization.   (e) Donor Ly5.2 + chimerism in the Gr1+ neutrophil compartment in

peripheral blood upon G-CSF induced competitive mobilization. (f) Donor Ly5.2 + chimerism in the Gr1+ neutrophil compartment in

bone marrow upon G-CSF induced competitive mobilization. n = at least 5 recipients per experimental group, data is presented as

mean + 1 SEM. *=p<0.05.
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Supplemental Figure 2 
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Supplemental Figure 2. Erlotinib enhances G-CSF induced mobilization of HSCs.

(a) Schematic of the set-up for competitive transplant experiments to measure

repopulating units in peripheral blood after mobilization by G-CSF or G-CSF and

Erlotinib (3 recipients/group). (b) Repopulating units based on donor chimerism as

determined by flow cytometry in peripheral blood 3 months post transplant in recipient

animals competitively transplanted with equal volumes of peripheral blood from mice

mobilized with G-CSF or G-CSF and Erlotinib (10 µg g−1) in competition with competitor

B6.CD45.1 BM. *p<0.05 versus G-CSF. Results are presented as mean + 1 SEM.
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Supplemental Figure 3

Supplemental Figure 3.Effect of Erlotinib treatment on

progenitor cell mobilization.  Progenitor mobilization in

C57BL/6 mice in response to 3 days of Erlotinib treatment

(2.5 and 5 µg g−1) in the absence of G-CSF. n= 3. Results

are presented as mean + 1 SEM.
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Supplemental Figure 4. p38 expression is increased in response to EGF.

Activation of p38MAPK upon EGF treatment in low density bone marrow cells

from bone marrow of animals undergoing G-CSF induced mobilization (100mg

kg−1) determined by Western Blot (representative blot of 2 independent

experiments).

Supplemental figure 4
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Supplemental Figure 5

Supplemental Figure 5. Erlotinib alters multiple parameters in G-CSF mobilized, bone marrow resident HSPCs. Flow

cytometric determination of the level of expression of (a) CD49e, (b) CD49d, (c) CXCR4 and (d) CD26 on Lin-,c-Kit+ progenitor

cells in bone marrow in animals treated with PBS or with G-CSF or G-CSF + EGF (0.8 µg g−1). (e) Flow cytometric determination of

the percentage of Lin-, c-Kit+ progenitor cells in bone marrow in distinct stages of the cell cycle upon PBS, G-CSF or G-CSF and

EGF (0.8 µg g−1) treatment.  n=4, data is presented as mean + 1 SEM. * p<0.05 with respect to PBS. # p<0.05 with respect to G-

CSF-EFG compared to G-CSF alone.
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Supplemental Figure 6

Supplemental Figure 6. Mobilization efficiency is reduced in wa2/+ stroma. CFC frequency in (a) spleen and (b) bone marrow

upon G-CSF induced mobilization in wt and wa2/+ animals. (c) Experimental setup to determine mobilization of WT cells in wa2/+

stroma. (d) CFC mobilization in response to PBS and G-CSF. n=at least 4 per group, results are expressed as mean + 1 SEM.

The data suggest that constitutively reduced EGFR signaling in wa2/+ animals in the niche/the system during differentiation alters

the niche resulting in reduced mobilization, a mechanism distinct from the short-term pharmacological inhibition of EGFR

signaling in HPCs enhancing G-CSF induced mobilization (Fig 3f,g,h). Results (n=at least 3) are expressed as mean + 1 SEM.*=

p<0.05.
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Supplemental Figure 7 

Supplemental Figure 7. Inhibition of G-CSF induced mobilization by EGF does not result in altered parameters in stroma

cells. (a) Expression of the EGFR relative to actin in CD45-/Ter119- stroma cells (b) G-CSF administration for 5 days induced a

decrease in the frequency of non-hematopoietic CD45-/Ter119- BM cells and (c) mesenchymal-type progenitors (CFU-F) most

likely due to a myeloid expansion-mediated dilution effect. Addition of EGF (0.8 µg g−1) to the G-CSF administration scheme did not

change the frequency of non-hematopoietic bone marrow cells or mesenchymal progenitors. (d) Overall level of CXCL12

expression and (e) frequency of CXCL12 high-expressing non-hematopoietic bone marrow cells  enriched in CFU-F and (f)

frequency of CXCL12-dim non-hematopoietic bone marrow cells enriched in mature osteoblasts and other stromal cells. EGF did

not alter the expression levels of alpha4beta1-integrin, alpha5beta1-integrin, CD44 or VCAM-1 on non-hematopoietic bone marrow

cells during G-CSF induced mobilization (data not shown). These data suggest that inhibition of G-CSF-induced mobilization by

EGF does not alter parameters  in a non-hematopoietic bone marrow cell population reported to be critical for G-CSF-induced

mobilization.  n= 4. Data are presented as mean (+1 SEM in bar diagrams).
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Supplemental Table 1.  Transcripts found in the 5 Mbp interval.  Transcripts found in

the interval on chromosome 11 ranging from 14.76 to 19.71 Mbp. Data derived from the

Genenetwork (www. Genenetwork.org), accessed 7-07.
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Table S2. Expression of EGFR

EGFR/actin          SEM

Hematopoietic progenitor cells      0.023        0.002

Lung    34.287        1.547

Brain    48.432        4.937

Liver                      1713.590       61.413

Supplemental Table 2

Supplemental Table 2. Expression of EGFR in hematopoietic

progenitor cells. Real time quantitative PCR was performed on

hematopoietic progenitor cells (Lin-, ckit+) and expression was compared

to known EGFR expressing tissues. Results (n=3) are expressed as mean

± SEM.
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